. The cAMP levels were measured from the entire cell and displayed against the time on the same graph (filled squares). Paxillin-PSmOrange was from Addgene (Addgene plasmid 31923, PI Vladislav Verkhusha) [2] . Notably this plasmid encodes a photoswitchable version of mOrange; however in all our experiments, low intensity laser light was used to ensure that no photoswitching occurred and thus the probe was used as an ordinary mOrange tag with its typical excitation and emission spectra. PSmOrange was excited by 543nm laser and emission collected between 560 and 670nm. The four images from A were thresholded using ImageJ (see Methods) in order to reveal focal adhesions. The two thresholded images from the control period (0s and 1800s, see left panel) were assigned red and green colour respectively and merged together using ImageJ; thus newly formed focal adhesions appear green, while focal adhesions which have disassembled within the 1800s period appear red. Some focal adhesions (or parts of focal adhesions) did not change within the 1800s period and appear yellow as a result of the overlap between the red and green colours. Same process was used to merge thresholded images from 1800s and 3600s during the period of Frsk + IBMX application (see central panel). 1800s image was assigned red colour this time, while 3600s image was coded green. The same process was used again to merge images recorded at 3600s and 5400s (i.e. taken during the wash period; see right panel). Scale bar represents 10µm. Note that the presence of ESI-09 did not prevent the inhibitory effect of Frsk and IBMX.
